2 which inhibits the ribosomes (Mardirossian et al., 2014) , and the plant peptide NCR247 which permeabilizes bacterial membranes but can also be internalized and bind diverse intracellular targets (Farkas et al., 2014; Guefrachi et al., 2015) . This simple method can be easily adapted for use in other bacteria and other AMPs or other types of bioactive peptides. The method is also suitable for testing the activity of peptide uptake transporters in bacteria as illustrated in an example (Mattiuzzo et al., 2007; Guefrachi et al., 2015) . (Guida et al., 2015) , fluorescein (FITC) (Guefrachi et al., 2015) , Alexa dye (Benincasa et al., 2010 9. Plot the number of counted events as a function of the fluorescence intensity (Figure 1 ).
Cytometric data analysis may be performed using the FCS Express software, the Summit 6.2.2 software or equivalent software. 1. Prepare samples as described until step A7 in Procedure A.
2. Place 1 to 10 µl of each treated bacterial suspension between slide and cover-glass to obtain an immobile monolayer of cells.
3. Observe samples with a confocal laser scanning microscope using a 63x or 100x objective.
4. Analyse the image stacks collected by the confocal microscope using appropriate software, e.g., for image acquisition Leica Application Suite X or EZ-C1 Free Viewer and for image processing ImageJ.
5. Observe the distribution of fluorescence on the cell surface and inside the bacterial cells ( Figure   2 ).
Supplementary procedures: if the membrane permeabilization activity of the peptide of interest is unknown, Procedures C and D can be used to determine a concentration at which the fluorescent peptide does not affect the bacterial membrane permeability, providing a working concentration to be used in Procedures A and B.
C. Propidium iodide uptake assay by microplate reader 1. Prepare samples as described until step A3 in Procedure A.
2. Adjust the bacteria to 1 x 10 7 to 1 x 10 8 CFU/ml (OD600 ~0.1) in MHB for E. coli and S. typhimurium or PB for S. meliloti and Bradyrhizobium.
3. Add PI to each bacterial sample at 10 µg/ml final concentration.
4. Add samples to a microplate, 190 µl per well.
5. Add 10 µl peptide to each sample at the required final concentration.
www.bio-protocol.org/e2038 7. Analyse data in an Excel data sheet (Figure 3 ).
D. Propidium iodide uptake assay by flow cytometry (alternative to Procedure C)
1. Prepare samples as described until step A4 in Procedure A.
2. Aliquot 1 ml of bacterial suspension into the tubes. Prepare one tube for each concentration of peptide.
3. Add PI to each sample (final concentration 10 μg/ml).
4.
Add the peptide to the desired concentration and incubate in a thermostatic bath at 37 °C.
5. Acquire each sample with the flow cytometer every 15 min (for maximum 2 h).
6. Plot the number of cells as a function of the PI fluorescence signal (at 620 nm).
For each incubation time, evaluate the percentage of permeabilised cells (Figure 4).

Data analysis
The flow cytometry analysis will reveal fluorescence positive and negative bacterial populations after treatment with a labelled peptide (Figure 1 
Notes
The fraction of a bacterial population that is responsive and has taken up a fluorescently labelled AMP (relative fraction of positive and negative cells as in Figure 1 ) may vary between experiments and is depending on the studied bacterial strain and on the identity of the peptide. 
